Background: The major reason for the poor prognosis of esophageal squamous cell carcinoma (ESCC) patients is lymph node (LN) metastases.
Introduction
Esophageal squamous cell carcinoma (ESCC) has been ranked as the sixth leading cause of cancer death worldwide [1] . Most patients with ESCC are diagnosed at an advanced stage with lymph node (LN) metastasis, subsequently resulting in a poor outcome [2] . The lymphatic system serves as the primary pathway for metastasis, which has been identified as a key prognostic factor for clinical outcome in ESCC patients [3] . Therefore, a better understanding of the gene expression involved in the development of LN metastasis may lead to therapeutic improvements for ESCC patients. The development of ESCC LN metastasis is regarded to arise from a multiple-step process including primary tumor formation, LN invasion, and distant metastasis. This process may be caused by the accumulation of genetic changes. An abnormal expression pattern of a single gene has been correlated with the metastasis in ESCC [4, 5, 6] . Our previous study demonstrated that the nuclear expression of twist promotes lymphatic metastasis in ESCC [7] . However, the diagnostic and prognostic biomarkers for ESCC metastasis remain obscure.
The gene expression profiling assay (GEP) is an important approach for identifying of individual molecules in the primary tumors at the time of diagnosis that are associated with LN metastasis. Differences in gene expression profiles have been identified in the primary tumors of oral squamous cell carcinoma [8] , lung cancer [9] and cervical cancer [10] with and without LN metastasis, which has also been performed to evaluate the genetic signature of the primary tumors of esophageal adenocarcinoma patients with and without LN metastasis [11] , and the expression patterns of primary ESCC and the matched metastatic LN has also been distinguished by GEP assay [12] . However, the differences in GEPs have not been indentified between primary ESCC tumors that were N + and N -tumors.
The aims of this study were to identify the LN metastasisassociated genes in primary ESCC tumors, using GEP analyses. The short chain dehydrogenase/reductase family 9C, member 7 (SDR9C7), was used for further study, because 2 transcripts of this novel gene were present 7 times more frequently in N + compared with N-tumors. To investigate the role of SDR9C7 in the metastasis of ESCC, repeated transwell assays were used to establish highly and non-invasive ESCC sublines. Then, we determined the influence of lentivirus-mediated SDR9C7 siRNAs on the ESCC metastatic potential. Overall, these data not only discovered a prognostic gene expression profile, but also identified SDR9C7 as a critical marker for ESCC metastasis.
Materials and Methods

Tissue Samples
The primary surgical tissues from 3 ESCC tumors that were N -, and 3 patients with strong N + tumors, were collected for GEP assays from December 2009 to May 2010 (Table 1) . A total of 104 paraffin-embedded tumor tissues (average age, 59.5 years; range, 37-77 years; 77 male and 27 female) were obtained from ESCC patients who underwent surgery during from April 2007 to April 2009. All patients were treated with three-field esophagectomy with extended lymphadenectomy at Xijing Hospital without preoperative anticancer treatment. All tumor tissues and LN metastasis were histologically confirmed, and the TNM stage was assessed according to the 7th edition of the TNM classification by the AJCC. No patients died of causes other than ESCC. The follow-up examinations were conducted from the date of discharge until death or the deadline date (April 31, 2012). All participants have provided their written informed consents to participate in this study, and this study was approved by the ethics committees of Xijing Hospital.
Gene Microarray and Data Acquisition
For GEP analysis, the total RNA from each sample was amplified and labeled by the Low RNA Input Linear Amplification kit (Agilent Technologies, Santa Clara, CA, USA), 5-(3-aminoallyl)-UTP (Ambion, Austin, TX, USA), and Cy3 NHS ester (GE Healthcare Biosciences, Pittsburgh, PA, USA) according to manufacturer's protocol. The labeled cRNA was purified by the RNeasy mini kit (Qiagen, GmBH, Germany).
The kit was purchased from Agilent Technologies, Santa Clara, USA. Each slide was hybridized with 1.65 mg of Cy3-labeled cRNA using the Gene Expression Hybridization Kit in a hybridization oven. After 17 hours, the slides were washed in staining dishes (Thermo Shandon, Waltham, MA, USA) with the Gene Expression Wash Buffer Kit, and the stabilization and drying solution followed the manufacturer's procedures. The samples were scanned by the Agilent Microarray Scanner and analyzed with the Feature Extraction software 10.7 using default settings. The raw data were normalized by Quantile Algorithm, Gene Spring Software 11.0 (Agilent Technologies, Santa Clara, CA, US).
Immunohistochemistical Staining
Immunohistochemistical analyses were performed as previously described [13] . The sections were incubated with SDR9C7 antibody (Sigma, 1:100), and sections were incubated with PBS in place of the primary antibody performed for control staining. The results were examined by microscopy by two independent pathologists blinded to the clinical data. The intensity was scored as 0, 1, 2 or 3 based on the staining intensity. The immunoreactivity proportion was ranked as 0 (0%), 1(0-30%), 2(30-60%) or 3(.60%) respectively. The two scores were added to obtain the final results: Negative (2), 0,2; Positive (+), 3,6. Highly and Non-invasive ESCC Sublines Construction ESCC cell lines EC109 and EC9706 were purchased from the Chinese Academy of Medical Science (Beijing, China) [14] and were routinely maintained in our lab in 1640 medium (GIBCO, Carlsbad, CA) supplemented with 10% fetal bovine serum at 37uC in humidified air containing 5% carbon dioxide. Highly and noninvasive EC9706 and EC109 sublines were constructed using repeated transwell assays as described previously [15] . After a tenround selection and expansion, the highly invasive EC9706 and EC109 sublines were established and designated as EC9706-P and EC109-P, and the non-invasive cell lines were named EC109-N and EC9706-N.
Lentivirus-mediated siRNA Construction and Transfection
Lentivirus-mediated siRNAs with GFP were constructed by Shanghai Gene Chem Co, Ltd. The sequence for interfering with endogenous SDR9C7 expression was 59-GCATGGAGCATGC-TATTGTTT-39, and the control Sequence (59-CCAGAAGA GCAATCTGTAC-39) targeting no known genes was used as a negative control. The SDR9C7 siRNA and control lentivirus were transfected into EC109-P and EC9706-P cells following the manufacturer's protocol. Flow cytometry (FACScan; Becton Dickinson, San Jose, CA) was used to separate GFP-positive cells, and the purified cell lines were named Con-EC109-P, Si-EC109-P, Con-EC9706-P and Si-EC109-P.
Protein Preparation and Western Blot Analyses
Protein preparation and western blot analyses were performed according to previously published protocols [13] . The cell proteins were prepared and separated on SDS-PAGE gels. The expression of b-actin was used as loading controls. The following antibodies were used as followings: anti-SDR9C7 (Abcam, 1:500); anti-VEGF (Abcam, 1:500); anti-E-cadherin(Santa, 1:100); anti-MMP11(Cell Signaling Technology, 1:300), and anti-b-actin (Sigma, 1:4000).
Proliferation Assay
The MTT assay was used to evaluate the proliferation of ESCC cell as previously described [13] . The absorbance values were determined by measuring the absorbance of the well at 490 nm using an ELISA reader (Bio-Rad Laboratories, CA). Each cell line was detected in triplicate.
Migration and Invasion Assays
Cells migration and invasion assays were performed as described in previous study [16] using transwells (8-ml pore size, Corning, USA). After 3-washes by PBS and air-dried, cells were counted under a microscope at 6200 magnification on 3 random 
Experimental Metastasis
The 6 cells of each cell line in 200 ml of medium without serum were injected into the nude mouse caudal tail vein. Each group contained 5 mice, which were maintained in a sterile animal facility for 7 weeks before being sacrificed. The mice were killed by the cervical dislocation method, and their lung and liver tissues were examined for metastases and also made into serial sections before HE staining for microscopic examination.
Statistical Analyses
All statistical analyses were performed using SPSS 17.0. Student's t-test was performed to analyze the results of gene expression profiling assays. The Kruskal-Wallis U or H test was used to analyze the significance of SDR9C7 expression as correlated with clinical factors, and the one-way ANOVA test was performed to evaluate the difference between three comparisons in cell proliferation, migration and invasion assays. The Kaplan-Meier method was used for univariate analysis, and a Cox regression model was used for multivariate analyses. A value of P,0.05 was considered significant.
Results
Identification of Differentially Expressed Genes
GEP assays were performed to identify the differentially expressed genes between the N -and N + primary ESCC tissues. The up-regulated or down-regulated transcripts with a false discovery rate (FDR) ,0.01 and FCA absoluteare .4 are shown in Table 2 and 3. A total of 26 transcripts were increasingly expressed in N + tumors to 23 different genes, and a total of 32 transcripts with decreased expression in N + tumors correspond to 30 different genes (Fig. 1) .
Up-regulated SDR9C7 Associated with Clinical Parameters
Two transcripts of the SDR9C7 gene were present 7 times more frequently in N + tumors compared with N -tumors, indicating that SDR9C7 might be a significant prognostic signature for ESCC metastasis. The expression of SDR9C7 was further detected in 104 ESCC tissues by immunohistochemical staining, and presented positive staining in the cytoplasm of ESCC tissues (Fig. 2a-d) . The positive rate was 64.4%(67/104). The relationship between SDR9C7 expression and the patients' clinicopathological data including gender, age, TNM stage, differentiation, lymphatic invasion and LN metastasis are presented in Table 4 . Positive expression of SDR9C7 was significantly correlated with lymphatic invasion and LN metastasis (P,0.001). However, SDR9C7 expression had no significant correlation with age, sex, differentiation and T stage (Table 4 ; P.0.05).
The Relationship between SDR9C7 Expression and Patient Prognosis
To further understand the clinical implications of SDR9C7 expression in ESCC patients, we analyzed the relationship between SDR9C7 expression levels and patient prognosis. The total survival rate of all patients with ESCC during the observation period was 41.3%. The mean follow-up time was 31.8 months with a median value of 24 months. The survival rate in patients with positive SDR9C7 expression was 29.9% (20/67), which was significantly lower that the survival rate in patients with negative SDR9C7 expression 62.2% (23/37). The Kaplan-Meier postoperative survival analyses showed that the following factors significantly correlated with postoperative survival: differentiation (P = 0.005), LN metastasis (P,0.001), lymphatic invasion (P,0.001), T stage (P,0.001) and SDR9C7 expression (Fig. 2 e; Table 5 ; P = 0.001). Multivariate regression analyses revealed that differentiation (P = 0.02), lymphatic invasion (P = 0.03) and T stage (P = 0.001) were independent prognostic factors, however, SDR9C7 expression was not an independent prognostic factor ( Table 6 ; P = 0.31).
SDR9C7 Expression Correlated with Cell Invasive Potential
Repeated transwell assays were used to develop the highly invasive and the non-invasive ESCC cell lines. Statistical analyses showed that the levels of migration and invasion of the highly invasive cell lines EC109-P and EC9706-P were significantly stronger than the matched non-invasive cell lines EC109-N and EC9706-N (Fig. 3 a-b) . The western blot analyses showed that SDR9C7 expression was markedly higher in EC109-P and EC9706-P cells compared with the matched non-invasive cell lines (Fig. 3c) , indicating that SDR9C7 might be associated with the invasive phenotype of the ESCC cells.
Knockdown of the SDR9C7 Inhibited ESCC Cell Metastasis in vitro
To identify the influence of SDR9C7 on ESCC proliferation, migration and invasion, lentivirus-mediated SDR9C7 siRNA and control siRNA were transfected into EC9706-P and EC109-P cells. Western blot analyses confirmed that SDR9C7 protein was significantly down-regulated by lentivirus-mediated SDR9C7 siRNA transfection in both EC109-P and EC9706-P cells (Fig. 4 a-b) . As shown in Fig. 4 c and d , there was no significant difference in the growth rate between SDR9C7 knockdown cells compared with the controls (P.0.05). The results of the transwell assays showed that the migration and invasion of SDR9C7 siRNA-transfected EC109-P and EC9706-P cells were notably reduced compared with untreated cells or cells transfected with a control siRNA (Fig. 4 e-h ). These 
Down-regulated SDR9C7 Inhibited ESCC Cell Metastasis in vivo
To further study the influence of SDR9C7 on ESCC metastasis in vivo, the highly invasive ESCC cells and the siRNA-transfected cells were used to induce experimental metastases in mice. Consistent with the in vitro results, the animal experiments showed that liver and lung metastases were apparently recognized in mice injected with Con-EC9706-P cells, but few metastases were observed in mice injected with SDR9C7-siRNA transfected cells (Fig. 4i) . Histological analyses revealed that the number and the size of metastatic nodules in the lungs and livers of mice were significantly smaller in the controls ( Fig. 4j ; P,0.01). Thus, down regulated SDR9C7 inhibited the metastasis of ESCC in vivo.
Molecular Mechanisms of SDR9C7 Involved in the Metastasis of ESCC
To explore the potential mechanisms of SDR9C7 involved in the metastasis of ESCC, we examined the expression of metastasis- related molecules, including MMP11, VEGF and E-cadherin, in highly invasive cells transfected with SDR9C7 siRNA and control lentivirus (Fig. 5) . The results showed that inhibiting SDR9C7 expression can markedly repress the expression of MMP11, but no obvious alteration observed on VEGF or E-cadherin expression. These data indicated that SDR9C7 might influence ESCC cell metastasis partially through regulating MMP11 expression level. Moreover, other molecular mechanisms are supposed to be further studied in future work.
Discussion
Lymphatic metastasis is a critical prognostic factor for the clinical outcome of ESCC patients, and may be involved in models of operation and chemotherapy program selection. The patients without lymphatic dissemination can benefit from a more limited transhiatal surgery or organ-preserving endoscopic resection, as opposed to these patients with lymphatic dissemination, who require a more extensive therapy. However, the methods for determining the status of LN metastasis including EUS, CT and PET/CT x-ray examination in ESCC patients are not always accurate. Interestingly, in our clinical work, we discovered that individuals showed a variable potential for lymphatic metastasis. Some T1 patients presented with a highly metastatic potential, but some T3 and T4 patients were found without lymphatic metastasis, which may be attributed to the gene expression signatures of the primary tumor tissues. Therefore, the identification of reliable molecular prognostic markers for LN metastasis of ESCC is critical for the improvement of therapeutic strategies for ESCC patients.
In the present study, we identified molecular prognostic markers for LN metastasis in primary ESCC tissues by gene expression microarray analyses. A total of 23 genes were found to reveal significantly higher expression levels, and 32 genes had significantly lower expression in N + tumors compared with the N-ones. Of the 23 identified genes, a novel gene SDR9C7 is of particular interest because two transcripts of this gene were shown 7 times more frequently in N + tissues compared with the N -ones. In addition, we checked the protein expression of SDR9C7 in 104 paraffin-embedded ESCC tissues by immunohistochemical analyses. Our study showed that over-expression of SDR9C7 was associated with lymphatic invasion and LN metastasis in these ESCC patients. Univariate analyses showed that evaluation factors including poor differentiation, lymphatic invasion, LN metastasis, advanced T stage and SDR9C7 expression correlated with poor prognosis. However, those factors like age and gender exhibited no prognostic value. SDR9C7, also named RDHS, SDR-O, a retinol dehydrogenase similar protein, was localized in 12q13.3, which was cloned in 2002 [17] . The SDR superfamily is one of the largest enzyme superfamilies with over 46,000 members in the sequence databases [18] . These enzymes were found to be involved in multiple physiological roles including steroid hormone, prostaglandin and retinoid metabolism and are therefore involved in signaling [19] , and the metabolization of lipids and xenobiotics [20] . A growing number of single-nucleotide polymorphisms of SDR genes have been identified, and abnormalities of SDR genes cause a variety of inherited metabolic diseases [21] . SCDR10B was found to be upregulated in human lung cancer [22] . As far as we have concerned, there is no reported data regarding SDR9C7 expression in human cancer. Therefore it is necessary to investigate the expression and the role of SDR9C7 expression in ESCCs.
To investigate the effects of SDR9C7 on ESCC metastasis, highly invasive and non-invasive EC109 and EC9706 cell subpopulations were constructed using a repeated transwell approach. Migration and invasion assays showed that the migration and invasion capabilities of EC109-P and EC9706-P cells were significantly stronger than the matched non-invasive cell lines, indicating that the cell models are suitable to study ESCC metastasis. Consistent with the results of the gene expression profiles, western blot analyses confirmed that the expression of SDR9C7 was significantly higher in the highly invasive lines compared with the matched non-invasion cells. Then lentivirusmediated siRNA targeting SDR9C7 was transfected into EC109-P and EC9706-P cells. The MTT assays showed that SDR9C7 knockdown did not markedly influence the cell proliferation, but significantly inhibited the cell migration and invasion, indicating that SDR9C7 is an important factor for ESCC metastases. In addition, western blot assays revealed that inhibiting SDR9C7 expression could markedly repress the expression of MMP11, but not VEGF or E-cadherin. Thus, decreasing SDR9C7 repressed the metastasis of ESCC might be partially by regulating MMP11 expression.
In conclusion, for the first time, the present study identified LN metastasis-related genes by comparing the expression profiles of primary ESCC tumors with and without LN metastasis. Within our observation, SDR9C7 expression correlated with LN metastasis, lymphatic invasion and poor patient prognosis. Knockdown of SDR9C7 could significantly inhibit the metastasis of ESCC cells. These findings suggest that SDR9C7 plays an important role in the metastasis of ESCC. In addition, the present study provides valuable information for further exploration of identifying the molecular mechanisms of SDR9C7-involved ESCC metastasis.
